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SYNOPSIS 
 
Long-duration space mission requires countermeasures against catastrophic 
disorders in astronauts, such as cancer, immunodeficiency, muscle and bone 
losses, hematological and cardiac abnormalities.  Hematopoietic stem cell (HSC) 
therapy and gene therapy could provide ultimate countermeasures/cure to these 
illnesses.  Methods of purification and culture of HSCs in 1 G are established in 
this laboratory.  Adeno-associated virus (AAV)-mediated ex vivo gene therapy is 
yet to be completed, but underway.  To enable these treatments by the crew- 
members in space, the following procedures need to be established and 
automated/robotized: 
 
• Engineering of the robotic HSC purification machine 
 
• Automated device for growing hematopoietic stem cells (HSCs) in low/0          

gravity from the frozen HSCs 
 
• HSC delivery mechanisms: 

a) Gastric resistant capsule form; automated packaging of HSCs in  
        capsule 

b) Intravenous injection: development of i.v. injection machine 
 
• HSC therapy for muscle and bone losses: 
  a) Targeting of HSCs to the tissues 

 b) Study of the effect of HSC therapy on muscle and bone losses,      
        using rodent hind-limb suspension model 

 
• Establishment of ex vivo gene therapy protocols in space using a mouse         

model of ββββ-thalassemia  
 
• Human clinical trials for HSC therapy and gene therapy 
 
 
1.  TECHNICAL DESCRIPTION 
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a.  Abstract 
 
Manned space missions to other planets require countermeasures against various disorders 
caused by low/zero gravity.  Some, if not all, of these disorders may be amenable to 
hematopoietic stem cell therapy (HST) and gene therapy.  The expertise and a collaborative 
network built by this laboratory to pursue the adeno-associated virus (AAV)-mediated gene 
therapy for β-thalassemia (Cooley’s anemia), sickle cell disease, and AIDS, is useful to develop 
countermeasures against the space-caused, HSC-related disorders, i.e. anemia, 
immunodeficiency, and blood-born cancer, e.g., leukemia.  In addition, the HSCs might prove to 
be useful to countermeasure muscle and bone losses.  The long-term goal of this laboratory is to 
automate/robotize the HSC and gene therapy protocols so that astronauts would be able to treat 
themselves during the mission.  Such procedures/devices would also benefit the people on earth 
as a self-care health system. 
 
b.  Concept Description 
 
Long-term space exploration may result in catastrophic health problems among the astronauts, 
such as cancer, immunodeficiency, bone and muscle losses, hematological and cardiac 
abnormalities (1,2).  Therefore, our long-term goal is to develop a robotic health management 
system that can be used by crewmembers without a physician or a health specialist during the 
mission.  One avenue of this robotic medicine is a human/robotic HST and gene therapy systems, 
which could countermeasure the catastrophic disorders.  Based on the ground-based experiments, 
we have been developing protocols for AAV- and HSC-mediated gene therapy of the 
hemoglobinopathies, β-thalassemia and sickle cell disease as well as AIDS (3-6).  Therefore, it is 
our intension to modify the procedures to apply to the HSC-related disorders in space (6,19).  
Methods of purification and culture of HSCs in 1 G are established in this laboratory, and the 
AAV-mediated ex vivo gene therapy is yet to be completed, but underway.    
 
Since the hemtopoietic stem cells give rise to all types of blood cells, the hematological disorders 
space anemia, immunodeficiency and bone marrow derived cancer, e.g. leukemia, may be 
amenable to HST and HSC-mediated gene therapy.  For example, suppression of erythropoiesis 
by 0 G (7,21) and the astronauts’ postflight anemia (8,9) may be treated by autologous HSC 
transplantation (HSCT).  In order to countermeasure suppression of stem cell hematopoiesis, 
erythropoiesis and myelopoiesis by 0 G (7,20,21), bone marrow stromal cells could be 
genetically engineered to produce erythropoietin and other cytokines to promote hematopoiesis.   
If mean corpuscular hemoglobin concentration (MCHC) in red blood cells becomes low, the 
astronaut’s HSCs could be transduced by our recombinant AAVs (rAAVs) harboring α- and β-
globin cDNAs/gene and transplanted, resulting in more hemoglobin production in red cells.  The 
immunodeficiency, which most likely results from suppressed myelopoiesis in 0 G, could be 
alleviated by autologous HSC transplantation.  With regard to radiation-induced cancer, which is 
a serious threat to space missions, astronaut’s HSCs might be engineered to become radiation 
resistant by transducing radiation resistant gene(s) by gene therapy.  Alternatively or 
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concomitantly, we could transduce anti-cancer gene (tumor suppressor gene) to HSCs in order to 
protect from/cure the disease, as in the case of Neurofibromatosis (10,11).  When cancer is 
treated by high-dose chemotherapy, the suppressed bone marrow could be repopulated by HST.  
The host HSCs could be engineered to become drug resistant by gene therapy as well (12).  With 
regard to muscle, bone losses and cardiac abnormalities in 0 G, it is an intriguing possibility that 
the HSCT may countermeasure these disorders, too, since several laboratories recently reported 
that HSCs could differentiate to various tissues, such as blood, muscle, liver, lung, skin, GI tract, 
and neuronal cells, etc. (25,26; Fig. 1).  
 
Fig. 1 
 

 
      
      Adapted from: Gretchen V, Science 290:1674 (2000) 
 
These findings open up a possibility that the HST may help to prevent or repair muscle, bone 
losses and cardiac abnormalities in space.  Therefore, it is worthwhile to study this feasibility 
using a rodent hind-limb suspension model, and we are starting the collaboration with Dr. Jay R. 
Shapiro of Uniformed Services HealthSciences University/Walter Reed Army Medical Center.  
As such, numerous applications would emerge, once we establish procedures of HSC therapy and 
gene therapy in space.  While the HSC transplantation is currently in use in clinical settings, 
albeit experimental stage, the ground-based procedures need to be modified to apply to the space 
situation step-by-step.  So will be the gene therapy approach.  In addition, currently, no robotic 
systems exist for these procedures.  Therefore, major efforts are needed for the space biologists 
and engineers to collaborate for designing and executing the development in consultation with 
NASA and industries.  
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The relevant information on AAV-mediated gene therapy is as follows: The adeno-associated 
virus, serotype 2 (AAV2), is a human parvovirus that contains a linear single-stranded DNA of 
4,675 nucleotides (nt), having broad host-range and tissue-specificity (13,14).  Since there is no 
disease caused by this virus, in part because of the specific integration of wild-type AAV2 into 
the human chromosome 19qter (27,28), it is regarded as a non-pathogen.  Our study on our own 
recombinant AAV also indicates specific integration into the mouse chromosome (30).  
Therefore, the virus promises to be a safer vector for gene therapy than other pathogenic viruses, 
such as, adenovirus, retrovirus and herpes virus, which are also being used as the gene transfer 
vectors.  The non-pathogenicity of AAV2, compared with other vectors, is particularly important 
for space mission, because of the enclosed environment of the spaceship.  As to the question of 
excision and replication of the chromosome-integrated recombinant AAV (rAAV), even if 
astronauts harbor the helper viruses, such as adenovirus or herpes virus, the recombinant AAV 
cannot replicate, since the rAAV genome lacks capsid gene regions.  According to our study, we 
see no detectable amount of wild type AAV2 in our rAAV preparation (4,5).  Even if 
contaminated wild type AAV2 existed, emergence of virulent strain by mutation is quite 
unlikely, considering billions of  years of viral evolution: the AAV2 has remained non-
pathogenic.  If the worry persists, there could be an option to package recombinant AAV genome 
into “targetable” liposomes (29), avoiding production of the infectious AAV particles.  
 
Exploiting these advantages of AAV2, starting in 1985, we have constructed rAAVs that harbor 
human globin genes as well as an anti-HIV-1 gag ribozyme (anti-gag Rz) for eventual use in 
gene therapies of the hemoglobinopathies and AIDS, respectively (3-5,18,30).  More recently, 
our interest expanded to develop HST- and gene therapy-based countermeasures for space 
exploration (6,19,31).  Many laboratories worldwide are now using the rAAV system for various 
gene therapy projects with favorable results (15-17).  While we have obtained several key results 
on AIDS gene therapy, focusing on gene therapy of hemoglobinopathies, the following is a brief 
description of current status of this laboratory: To achieve ex vivo gene therapy for 
hemoglobinopathies, several procedures need to be delineated (Fig. 2, p. 5).   These include, in 
the order of development: (1) construction of recombinant viral vectors that harbor globin 
cDNAs/genes; (2) characterization of the vectors in terms of infectivity, integration, and gene 
expression; (3) isolation and culture of hematopoietic stem cells (HSCs); (4) transduction of the 
HSCs with viral vectors and subsequent expression of globin polypeptides from the constructs in 
vitro (cell culture); (5) transplantation of the virus-transduced HSCs to animal models of 
hemoglobinopathies, resulting in; (6) efficient gene expression in vivo and correction of the 
hemoglobinopathies by gene therapy; (7) clinical trials with human patients.  Among these steps 
we have successfully established procedures up to the step 4.  In addition, the HSC 
transplantation procedure, an important part of the step (5) above, has been recently established 
(18,19).  The detailed descriptions on these steps are omitted from this application because of 
page limitations, but are available upon request.  Putting all the techniques together, we are 
currently trying to cure mouse model of human β-thalassemia (18,19).  Once these mice are 
cured by gene therapy, we will then move to possible clinical trials for human patients.    
 
Since globin-AAV vectors are already constructed in this laboratory, and since the procedures for 
purification, culture and transplantation of HSCs under 1 G condition are available, the first step 
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in the space program will be to establish optimal conditions for HSC growth and HSC 
transplantation (HST) in space, because these HSCs become primary cells to transduce with 
rAAVs.  We consider this step to be particularly important, since the HSC growth and  

 
Fig. 2 

                                 
 
                     Adapted from: J NIH Research 
 
hematopoiesis in general are reported to be inhibited in 0 G environment (7,20,21).  If we are to 
develop HST and gene therapy in space using the HSCs, it is imperative to develop methods to 
overcome the growth inhibition.  Our interest has been to use the NASA Rotating Wall Vessel 
(RWV) and Rotating Wall Perfused Vessel (RWPV) to culture HSCs, because the RWV, aside 
from the low gravity simulating effect, may have a possible beneficial effect on the growth of 
HSCs.  Our experience on the suspension culture of HSCs indicates a beneficial role of gently 
mixing the culture at least once a day.  We believe that such a condition may reflect in vivo status 
of HSCs; namely, while these cells are carefully protected by the bone sheath, they are in a  
constantly moving environment since the body moves.  This mobile environment may provide 
the active cell-to-cell contact or cell-to-growth factor interaction, which the RWV/RWPV 
appears to provide. 
 
To establish the optimal conditions for growth of HSCs, we have been collaborating with the 
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NASA-NIH Center for Three-Dimensional Tissue Culture, which possesses and operates the 
RWV culture (contact persons: Leonid B. Margolis, Ph.D. and Wendy Fitzgerald, B.S.).  We 
have performed some preliminary studies to establish the RWV culture for mHSCs (6,19,31), 
employing cell count study and flow cytometry with stem cell-specific antibodies.  With 30 rpm  
RWV and the prescribed medium, encouraging initial results are obtained, indicating some 
beneficial effect of the RWV, and now more extensive analysis of the cells is needed.  The 
expansion of mHSCs in the RWV culture will be optimized by adjusting rotation rate of RWV, 
frequency of medium change, and addition of other cell populations and growth factors/cytokines 
etc. In addition, systematic analysis of cells retrieved from the RWV cultures will be conducted 
using flow cytometer and clonogenic assay.  Stem cell specific and lineage-specific antibodies 
will be used to characterize the expansion and differentiation.  Clonogenic assay in the methyl 
cellulose culture is routinely done in this laboratory.  Other laboratories are also reporting the use 
of RWV culture system for mouse HSC (20) and erythroleukemia cell line (21), with apparent 
inhibitory effect of the RWV on the cell growth and differentiation.  However, as the isolation 
methods and culture methods of HSCs are different in each laboratory, it is imperative to 
delineate the best conditions for our own preparations.  In addition, since multiple steps are 
involved in gene therapy protocols, it is necessary to develop conditions that suit our needs, so 
that one controlled flow system is available to accomplish gene therapy.  Thus, with solid 
funding mechanisms, the optimization of HSC growth in RWV will be continued in 
collaboration with the NASA-NIH Center to the extent that the process would be robotized.  We 
have not studied the Rotating Wall Perfused Vessel (RWPV) system yet and may be worth 
studying, also.   In addition, the NASA Hypergravity Facility for Cell Culture (HyFACC) system, 
developed by NASA Ames Research Center, is of interest for us to study.  The centrifuge culture 
system would provide 1 G condition to the HSCs in a static culture system during 0/low G 
spaceflight environment, closely mimicking the earth condition we routinely utilize.  In addition, 
the equipment is useful to study the effect of hypergravity on HSCs, simulating the condition of 
shuttle launching the astronauts experience.  Through email correspondences with staff members 
of NASA Ames Research Center (Gary Jahns, Jim Connolly, Tianna Shaw), an arrangement has 
been made to initiate these studies upon the grant funding.      
      
Other cell/tissue culture equipment NASA developed would be incorporated to delineate the 
optimum condition of growing and expanding the HSCs.  Among the issues are procedures of 
cryopreservation and reculture of HSCs, if we were to use frozen HSCs.  This project will have 
practical applications, such as cryopreserving astronauts’ HSCs before the flight and 
growing/expanding them in the International Space Station (ISS) or spaceship, as the need for 
HST and gene therapy arises.  This part of the study relates to automation of HST and gene 
therapy.  When the frozen HSCs would not grow or died, it may become necessary to prepare 
HSCs from astronaut’s peripheral blood.  Therefore, in this RFI, it is proposed to create a HSC 
purification machine, which currently does not exist at all on the earth; all are done manually.  
The machine need to be robotized so that crew members can operate by simply punching the 
buttons.  Furthermore, the robot needs to be modified to function in 0/µ G.  This is certainly a 
challenging task, but could be done by concerted efforts of biologists and engineers.   
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Since we have a colony of β-thal mice, quality of the RWV or HyFACC cultured HSCs can be 
assessed by their ability to cure β-thalassemic mice by HSC transplantation (HSCT).  With the 
optimum condition established for HSC expansion, the next phase would involve curing the β-
thalassemic mice by rAAV-mediated gene therapy.  Conducting the HST and gene therapy 
experiments with the β-thal mice in the International Space Station will help determine many 
parameters.  Of course, the information obtained for curing mouse model of β-thalassemia will 
serve as the base for developing protocols of eventual human gene therapy in space.  Successful 
growth and expansion of mouse HSCs in the µ G environment will promote the similar 
experiments with human peripheral blood hematopoietic stem cells (PBHSCs), which we 
routinely isolate.  
 
In conclusion, the specific aims of the present project are as follows:  
 
1) Toward HST and rAAV-gene therapy in space, conditions of HSC growth and expansion will  
   be established using the NASA Rotating Wall Vessel (RWV) culture system and the         
      Hypergravity Facility for Cell Culture (HyFaCC) system.  
 
2) The quality of expanded HSCs will be assessed by their ability to cure β-thalassemic mice by  
          HSC transplantation.  
 
3) Conditions of cryopreservation and reculture of HSCs will be established.  These cell should   
       serve as the source of the HST and gene therapy.   
 
4) Effects of HSC therapy on muscle, bone losses and cardiac abnormalities need to be studied.   
     The rodent hind-limb suspension model should be useful for the study. 

 
5) The HST and AAV-gene therapy procedures need to be robotized.  
 
2.  MANAGEMNET APPROACH   
 
Principle Investigator: Seigo Ohi, Ph.D. 
 
Co-Investigators: 

Leonid B. Margolis, Ph.D., Section Head, NASA-NIH Center for Three-Dimensional  
  Tissue Culture, Bethesda, MD 

Wendy Fitzgerald, B.S., Senior Scientist, NASA-NIH Center for Three-Dimensional  
  Tissue Culture, Bethesda, MD 

Oswaldo Castro, M.D., Professor and Director, Center for Sickle Cell Disease, Howard  
  University College of Medicine and Hospital, Washington, DC 

Bak C. Kim, B.S., Research Associate, Center for Sickle Cell Disease, Howard   
  University College of Medicine and Hospital, Washington, DC 

Patricia A. Dinndorf, M.D., Professor and Staff Member, Children’s National Medical  
  Center and George Washington University School of Medicine, Washington,  
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  DC  
The Principal Investigator for this project is Seigo Ohi, Ph.D. and is responsible for advancing 
the present proposal.  Mr. Bak C. Kim, Research Associate has been assisting Dr. Ohi for several 
years in the past and will continue to participate in this project.  Ohi and Kim have been 
collaborating with Leonid Margolis, Ph.D. and Wendy Fitzgerald, B.S. in the NASA-NIH Center 
for Three-Dimensional Tissue Culture since February 1999 to culture mouse hematopoietic stem 
cells (mHSCs) in the RWV system.  The collaboration has been carried out as follows: Ohi and 
Kim sacrifice mice and prepare mHSCs and transport it to the NIH at 0oC (ice bucket).  All the 
media, cytokines and fluorescent antibodies have been provided by the P.I.  Then, Fitzgerald, in 
consultation with Margolis, takes over and starts culturing HSCs in the RWV system.  At the 
start of the culture, she divides cells into two halves and one is cultured in a static culture and the 
other in RWV culture.  At the start of culture and once a week thereafter, she takes aliquot of the 
culture and measures total cell numbers and also analyze expansion of the HSCs by flow 
cytometer they have.  The results are reported to Ohi by email and fax.  The email and fax have 
been extensively used during the course of study and serve as excellent communication media.  
This type of collaboration will continue in the present proposal.   
 
To analyze the characteristics of HSCs, the P.I. has established collaboration with two 
hematologists, Oswaldo Castro, M.D. and Patricia Dinndorf, M.D.  Castro is an expert of sickle 
cell disease, whereas Dinndorf is an expert of bone marrow and stem cell transplantation and 
therefore, will serve as Consultants in the mHSC study.  Their enthusiastic willingness to 
participate in this project is seen in their letters of collaboration.  The P.I. and Castro are staff 
members in Sickle Cell Center at Howard U., therefore, closely communicate each other.  The 
P.I. contacts Dinndorf by email and telephone, as needed.  For example, she helped provide the 
P.I. a current protocol of HSC transplantation.  When the project progresses to use human 
subjects, both Castro and Dinndorf will become important active participants to this gene therapy 
project in the future.  Close proximity of participants is an important asset to this project, since a 
meeting can be called up as the important issues arise. 
 
In this project, the RWV cultured HSCs will be transplanted to β-thalassemic mice for curative 
study.  To carry out this type of experiment, the HSCs will be harvested by Fitzgerald and 
brought back to the P.I.’s laboratory at Howard.  Then, Ohi and Kim will carry out the HSC 
transplantation.  Ohi has been working on the HSC transplantation in mice since 1994 and 
mastered the technique.  To analyze the hemoglobin species of the mice, Ohi removes blood 
samples from mice via retroorbital sinuses and hand to Kim.  Kim analyzes the blood samples by 
cystamine-cellulose electrophoresis.  Analysis of hematological parameters is carried out in the 
Howard University Hospital, Hematology Laboratory.   In addition, Ohi and Kim are breeding 
and maintaining β-thalassemic mice at Howard U. Veterinary Service Facility.  Graduate 
students and rotating M.D./Ph.D. students are expected to participate in this project.        
 
The automation/robotization of HSCT and gene therapy is a no easy task, but could be done by 
concerted efforts of biologists and engineers.  The robot needs to be modified to function in 0/µ 
G.  When the frozen HSCs would not grow or died, it may become necessary to prepare HSCs 
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from astronaut’s peripheral blood.  Therefore, in this RFI it is proposed to create a HSC 
purification machine, which currently does not exist at all on the earth. The machine needs to be 
robotized so that crewmembers can operate by simply punching the buttons.  The current team is 
strong in biological research, but lack engineering skills.  One avenue of solving this problem is 
to collaborate with Johns Hopkins University Applied Physics Laboratory and/or industries, such 
as SHOT (Space Hardware Optimization Technology, Inc.).  The PI is discussing the 
collaboration with Dr. Paul W. Todd, Program Manager Bioprocessing, SHOT.     
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      Biochemistry & Molecular Biology, Genetics & Human Genetics, Pediatrics & Child       
        Health, and Molecular Geneticist, Center for Sickle Cell Disease, Col. of Medicine and    
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EDUCATION/TRAINING: 
Toyama University, Toyama, Japan - B.S., Pharm. Sci., 1966.  Supervisor: H. Oura, Ph.D., 
 Professor and Director, Institute for Drug Research 
Princeton University, Princeton, NJ - Ph.D., Molec. Biol., 1973.  Supervisor: N. Sueoka, Ph.D., 
 Guggenheim Professor of Molecular Biology 
Carnegie Inst. of Washington, Baltimore, MD - Postdoc., Molec.Gentics, 1973-75.  Sponsor: I.B. 
 Dawid, Ph.D., Staff Member and Professor, Johns Hopkins U. 
 
PROFESSIONAL EXPERIENCE:  
1975-78   Research Associate, University of Pittsburgh School of Medicine, Dept. of Anatomy 
 and Cell Biology.  Sponsor: Irving Lieberman, Ph.D., Professor. 
1978-83   Research Associate, Johns Hopkins University School of Hygiene and Public Health, 
 Dept. of Biochemistry.  Sponsors: Lawrence Grossman, Ph.D., Professor and Chairman 
 and P.C. Huang, Ph.D., Professor. 
1983-86  Fogarty Visiting Associate, NIAID-NIH, Laboratory of Biology of Viruses.  Sponsor: 
 James A. Rose, M.D., Section Head. 
1986-91  Assistant Professor and Staff Member, Meharry Medical College School of Medicine 
 and Grad. Sch. of Arts and Sciences, Dept. of Biochemistry, NIH Comprehensive Sickle 
 Cell Center. 
1991-93  Assistant Professor and Molecular Geneticist, Howard University College of Medicine 
 and Grad. Sch. of Arts & Sci., Dept. of Biochemistry and Molecular Biology, Center for 
 Sickle Cell Disease. 
1993-      Associate Professor and Molecular Geneticist, ibid. and Dept. of Genetics & Human 
 Genetics  
2000-      Associate Professor, Dept. of Pediatrics & Child Health, Howard University Col. of 
 Medicine and Hospital 
 



 
 10 

PROFESSIONAL SOCIETIES:  Japanese Board Certified Pharmacist, 1966-; Member of: 
 American Society for Biochemistry and Molecular Biology; Amer. Soc. for Cell Biology; 
 Biophysical Society; Amer. Soc. for Gravitational and Space Biology; Amer. Chemical 
 Soc.; Amer. Assoc. for the Advancement of Science; Sigma Xi, The Sci. Research 
 Society; New York Acad. of Sciences. 
 
RELEVANT PUBLICATIONS:  
- Nakashima, S., Ohi, S., Tsukada, K., Oura, H. (1967). Polyribosomes in antibody producing 
 tissues of hyper-immunized rabbits.  Biochem. Biophys. Acta 145, 671-78.  

- Sueoka, N., Matsushita, T., Ohi, S., O'Sullivan, M.A., White, K.P. (1972).  In vivo and in vitro 
 chromosome replication in Bacillus subtilis.  In DNA Synthesis In Vitro (Wells, R.D., 
 Inman, R.B., eds.), pp. 386-404.  

- Ohi, S., Sueoka, N. (1973). ATP-dependent deoxyribonuclease in Bacillus subtilis. 1.  
 Purification and some properties.  J. Biol. Chem. 248, 7336-44.  

- Ohi, S., Bastia, D., Sueoka, N. (1974). Non-specific ‘pairing' of DNA molecules by  
 recombination enzyme of Bacillus subtilis.  Nature 248, 586-88.  

- Ohi, S., Ramirez, J. L., Upholt, W.B., Dawid, I.B. (1978). Mapping of mitochondrial 4S RNA 
 genes in Xenopus laevis by electron microscopy.  J. Mol. Biol. 121, 292-310.  

- Ohi, S., Short, J.A. (1980). A general procedure for preparing messenger RNA from eukaryotic 
 cells without using phenol.   J. Appl. Biochem. 2, 398-413.  

- Ohi, S. Cardenosa, G., Pine, R., Huang, P.C. (1981). Cadmium-induced accumulation of 
 metallothionein messenger RNA in rat liver.  J. Biol. Chem. 256, 2180-2184.  

- Danielson, K.G., Ohi, S., Huang, P.C. (1982). Immunochemical localization of metallothionein 
 in rat liver and kidney.  J. Histochem. Cytochem. 30,1033-1039.  

- Danielson, K.G., Ohi, S., Huang, P.C. (1982). lmmunochemical detection of metallothionein in 
 specific epithelial cells of rat organs.  Proc. Natl. Acad. Sci. USA 79, 2301-2304.  

- Ohi, S., Dixit, M., Tillery, M.K., Plonk, S.G. (1990). Construction and replication of adeno-
 associated virus expression vector that contains human β-globin cDNA.  Gene 89, 279-
 282.  

- Dixit, M., Webb, M.S., Smart, W.C., Ohi, S. (1991). Construction and expression of a  
 recombinant adeno-associated virus that harbors human β-globin-encoding cDNA. Gene 
 104, 253-257.  

- Chakrabarti, A., Sitaric, S., Ohi, S. (1992). A procedure for large-scale plasmid isolation 
 without using  ultracentrifugation.  Biotech. Appl. Biochem. 16, 211-215.  

- Ohi, S. (1995). Recombinant adeno-associated viruses for gene therapy of hemoglobinopathies 
 and AIDS. J. Citizen Ambassador Program, pp. 35-36.  

- Ohi, S., Kim, B.C. (1996). Synthesis of human globin polypeptides mediated by recombinant 
 adeno-associated virus vectors.  J. Pharm. Sci. 85, 274-281.  

- Jiang, P.S., Ohi, S. (1998). Non-random (site-specific) integration of a recombinant adeno-
 associated virus into the chromosome of mouse bone harrow hematopoietic stem cells. 



 
 11 

 Submitted to J. Pharm. Sci.  

- Ohi, S. (1999). Developing protocols for recombinant adeno-associated virus-mediated ex vivo 
 gene therapy. Proc. 2nd NASA Kennedy Space Center Conference, pp. 34-36.  
- Ohi, S. (2000). Developing protocols for recombinant adeno-associated virus-mediated gene 
 therapy in space.  J. Grav. Physiol., 7, 67-68. 
 
RECENT RELEVANT ABSTRACTS:  
- Ohi, S., Castro, O., Walters, C.S. (1993). Development of a long-term liquid suspension culture 
 for bone marrow hematopoietic stem cells: Towards AAV-mediated genetic therapies of 
 hemoglobinopathies and AIDS.  Blood 82, 302a. 
- Ohi, S., Kim, B.C., and Castro, O. (1994). Long-term liquid suspension culture for human 
 peripheral blood mononuclear cells and CD34+ hematopoietic stem/progenitor cells.  
 Blood 84, 501a. 
- Ohi, S., Kim, B.C., Castro, O. (1995). Recombinant AAV-mediated synthesis of hemoglobin A 
 in sickle cells: Towards gene therapy for hemoglobinopathies.  Mol. Biol. Cell 6, 308a.  

-Ohi, S. and Abu-Hamda, E.M. (1996). Developing a protocol in vivo for recombinant adeno-
 associated virus-mediated gene therapy of hemoglobinopathies.  FASEB J. 10, A444. 

- Ohi, S., Jiang, P.S., Castro, O. (1996). Non-random (site-specific) integration and expression of 
 recombinant adeno-associated viruses in the mouse bone marrow hematopoietic stem 
 cells: Toward  gene therapy for hemoglobinopathies.  Mol. Biol. Cell 7, 333a.  

- Ohi, S., Aguilar, A., Craig, A. (1997). Exploring conditions that effect efficient and sustained 
 expression of  rAAV-mediated transgenes in vivo: Toward gene therapy for  
 hemoglobinopathies.  Mol. Biol. Cell 8, 233A. 

 - Ohi, S., Aguilar, A., Kim, B.C. (1998). Attempting to cure mouse model of β-thalassemia by 
 recombinant adeno-associated virus-mediated gene therapy. FASEB J. 12, A17.  

- Ohi, S., Kim, B.C., Goldson, A., Dinndorf, P. (1999). Hematopoietic stem cell therapy of the β-
 thalassemic mice: Toward recombinant adeno-associated virus-mediated gene therapy for 
 hemoglobinopathies.  Mol. Biol. Cell 10, 268a. 
- Ohi, S. (2000).  Developing protocols for recombinant AAV-mediated gene therapy in space.  
 In The 21st Ann. Internatl. Soc. Grav. Physiol. Meeting, Nagoya, Japan, p. 45. 
- Ohi, S., Aguilar, A., Kim, B.C. (2000).  Recombinant adeno-associated virus-mediated gene 
 therapy in space.  Grav. Space Biol. Bull. 14, 43.   
 
3.  REFERENCES 
 
1. Nicogossian A, Huntoon C, Pool S Eds (1994).  Space Physiology and Medicine, 3rd ed.; Lea & 
Febiger:  Philadelphia, PA  
2.  Muscle Research in Space: International Workshop.  International Journal of Sports Medicine, Volum   
  18, Supplement 4, S257-S331, 1997.  
3. Ohi S, Dixit M, Tillery MK, Plonk SG (1990).  Construction and replication of an adeno-associated virus 
 expression vector that contains human b-globin cDNA.  Gene 89: 279-292. 
4. Dixit M, Webb MS, Smart WC, Ohi S (1991).  Construction and expression of a recombinant adeno-
 associated virus that harbors human β-globin-encoding cDNA.  Gene 104: 253-257. 
5. Ohi S, Kim BC (1996).  Synthesis of human globin polypeptides mediated by recombinant adeno-



 
 12 

 associated virus vectors.  J. Pharm. Sci. 85: 274-281. 
6. Ohi S, Aguilar A, Kim BC (2000).  Recombinant adeno-associated virus-mediated gene therapy in 
 space.  Grav Space Biol Bull 14: 43.   
7. Davis TA, Wiesman W, Kidwell W, Cannon T, Kerns L, Serke C, Delaplaine T, Pranger A, Lee KP 
 (1996).  Effect of spaceflight on human stem cell hematopoiesis: suppression of erythropoiesis 
and  myelopoiesis.  J Leukoc Biol 60: 69-76.  
8. Tavassoli M (1982).  Anemia of spaceflight.  Blood 60, 1059-1067. 
9. Alfrey CP, Rice L, Udden MM, Driscoll TB (1997).  Neocytolysis: physiological down-reulator of red-cell 
 mass. Lancet 349, 1389-1390. 
10. Gutmann DH, Sherman L, Seftor L, Haipek C, Hoang Lu K, Hendrix M (1999)  Increased expression 
 of the NF2 tumor suppressor gene product, merlin, impairs cell motility, adhesion and spreading.  
 Hum Mol Genet 8:267. 
11. Lutchman M, Rouleau GA (1995).  The neurofibromatisis type 2 gene product, shcwannomin, 
 suppresses growth of NIH 3T3 cells. Cancer Res 55:2270. 
12.  Licht T, Gottesman MM, Pastan I (1995).  Transfer of the MDR1 (multidrug resistance) gene: 
protection        of hematopoiesis from cytotoxic chemotherapy, and selection of transduced cell in vivo. 
Cytokines         Mol Ther 1:11-20. 
13. Rose JA (1974).  Parvovirus reproduction.  In Comprehensive Virology; Fraenkel-Conrat H, Wagner T 
 Eds., Plenum Press: New York; vol. 3, pp. 1-61. 
14. Berns KI (1984).  The Parvoviruses; Plenum Publishing Corp.: New York. 
15. Flannery JG, Zolotukhin S, Vaquero MI, LaVail MM, Muzyczka N, Hauswirth WW (1997).  Efficient 
 photoreceptor-targeted gene expression in vivo by recombinant adeno-associated virus.  Proc 
Natl       Acad Sci USA 94, 6916-6921.  
16. Kay MA, Manno CS, Ragni MV, Larson PJ, Couto LB, McClelland A, Glader B, Chew AJ, Tai SJ,          
       Herzog RW, Arruda V, Johnson F, Scallan C, Skarsgard F, Flake AW, High KA (2000).  Evidence 
       for gene transfer and expression of factor IX in haemophillia B patients treated with an AAV 
vector.       Nat Genet 24:257-261. 
17. Wang B, Li J, Xiao X (2000).  Adeno-associated virus vector carrying human minidystrophin effectively 
       ameliorates muscular dystrophy in mdx mouse model.  Proc Natl Acad Sci USA  97:13714-13719. 
18. Ohi S, Kim BC, Goldson A, Dinndorf P (1999).  Hematopoietic stem cell therapy of the β-thalassemic 
 mice: Toward recombinant adeno-associated virus-mediated gene therapy for 
 hemoglobinopathies.  Mol Biol Cell 10, 268a. 
19. Ohi S (2000).  Developing protocols for recombinant adeno-associated virus-mediated gene therapy in 
 space.  J Grav Physiol 7, 67-68. 
20. Quesenberry PJ, Grimldi CI, Rao S, Stewart FM (1997).  Hematopoietic stem cells cultured in rotating 
 bioreactors show a defect in engrafting capability.  Blood Abstract #3392. 
21. Sytkowski AJ, Davis KL (1998). Reduced erythropoiesis in microgravity: A cellular basis for the anemia 
 of space flight. Blood Abstract #2845. 
22. Spangrude GJ, Heimfeld S, Weissman IL (1988).  Purification and characterization of mouse 
 hematopoietic stem cells.  Science 241: 6862. 
23. Whitney JB III (1978).  Simplified typing of mouse hemoglobin (Hbb) phenotypes using cystamine.  
 Biochem Genet 16: 667-672. 
24. Bethel CA, Murugesh D, Harrrison MR, Mohandas N, Rubin EM (1993).  Selective erythroid 
 replacement in murine β-thalassemia using fetal hematopoietic stem cells.  Proc Natl Acad Sci 
 USA 90: 10120-10124. 
25. Gretchen V (2000).  Stem cells: New excitement, persistent questions.  Science 290: 1672-1674. 
26. Krause DS, Theise ND, Collector MI, Henegariu O, Hwang S, Gardner I, Neutzel S, Sharkis SJ (2001). 
      Multi-organ, multi-lineage engraftment by a single bone marrow derived stem cell.  Cell 105: 369-  
     377. 
27. Kotin RM, Siniscalco M, Samulski RJ, Zhu X, Hunter L, Laughlin CA, McLauglin S, Muzyczka N, 
Rocchi      M, Berns KI (1990).  Site-specific integration by adeno-associated virus.  Proc Natl Acad 
Sci USA           87:2211-2215. 
28. Samulski RJ, Zhu X, SiaoX, Brook JD, Houseman DE, Epstein N, Hunter LA (1991).  Targeted            



 
 13 

           integration of adeno-associated virus (AAV) into human chromosome 19.  EMBO J 10:3941-3950. 
29. Shi N, Pardridge WM (2000).  Noninvasive gene targeting to the brain.  Proc Natl Acad Sci USA           
          97:7567-7571.   
30a. Ohi S, Jiang PS, Castro, O (1996). Non-random (site-specific) integration and expression of 
 recombinant adeno-associated viruses in the mouse bone marrow hematopoietic stem cells:         
         Toward gene therapy for hemoglobinopathies.  Mol Biol Cell 7, 333a.  

30b. Jiang PS, Ohi, S (1998). Non-random (site-specific) integration of a recombinant adeno-
 associated virus into the chromosome of mouse bone harrow hematopoietic stem cells. 
 Submitted to J Pharm Sci.  

31. Ohi, S. (1999). Developing protocols for recombinant adeno-associated virus-mediated ex vivo 
 gene therapy. Proc. 2nd NASA Kennedy Space Center Conference, pp. 34-36.  

 
 
 
 
 
 
 

 


